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Fermentation

Production Cell Bank

A

Inoculate 6 GC/DS agar plates with each of two
vials of production CB and grow 10-14 h at 37°C
in 5% CO, atmosphere

Y

Use the growth from four agar plates to
inoculate 1 1. of Modified Catlins medium in
cach of three 2.8 L I'ernbach flasks. Grow for 4
to 6 h to a final OD 600nm ol about 3.0 + 0.5.

Plate out samples of cultures onto TSA
agar plates to check for contamination
at the time of inoculation of the agar
plates.

v

Use the contents of the three flasks (3 L) to
inoculate 27 L of Modified Catlins medium in
40 L fermenter. Continue fermentation at 37 +
1°C, 200 £ 10 rpm, 30 + 10 L air/min, pH 7.5 +
0.1 until the culture OD 600nm reaches 2.0 £
0.5.

v

Measure the OD 600nm of cultures
after inoculation and at the time of
inoculation of the 40 L fermenter.

Platc out samples of culturcs onto TSA
agar plates to check for contamination
at time of 40 L fermenter inoculation

\ 4

Monitor OD of culture every 30 to 60
min

v

Use contents of 40 L fermenter to inoculate 270 L
of Modified Catlins medium in a 400 L fermenter.
Continue fermentation (37 + 1° C, 200 - 400 rmp,
300 £ 10 1. air/min, pH 7.4 — 7.8 until 1 hour into
stationary phase (5 £ 0.5 h). Monitor OD at hourly
intervals

Plate out a sample of 400 L fermenter
medium before inoculation to verify
sterility of medium .

v

Inactivate culturc with phenol to 0.5% for 2 h.

Plate out on TSA plates for purity and
plate serial dilutions on GC/DS agar to
determine viable CFUS;

Gram stain sample of culture to
crosscheck purity

Harvest cells by continuous [low centrifugation
using a Sharples Centrifuge. Weigh and freeze
cell paste in 500 g portions at —80 + 10°C.
Yield was 2639 g of cell paste.

This is the 8570 HOPS-G Cell Paste, lot #
1267.

Verify Inactivation: Plate out 100 pl
samples on 2 plates each of GC/DS and
TSA agar. Incubate GS/DS plates [or
18-24 h at 37°C and TSA plates for

minimum of 48 h at 30-35°C.
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